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Screening for anoctaminl inhibitor from Japanese traditional medicines
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Development of inhibitors of Transient recegtor potential vanilloid 1
(TRPV1), a pain-related molecule, has been underway but has yet to be developed due to side effects.
Recently, Anoctamin 1 (ANO1l), a Ca2+-activated Cl- ion channel that potentiates TRPV1 pain
signaling, has been reported; ANO1l inhibitors do not directly inhibit TRPV1 and may avoid the side
effects of TRPV1 inhibitors. In this study, we constructed an evaluation system using a human ANO1
stable-expressing cell line and evaluated the ANOl1 inhibitory activity of Kampo formulations. As a
result, 18 Kampo formulations have inhibitory activity, including Hangeshashinto, which has been
reported to have ANOl inhibitory activity.
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hANO1 cDNA hANO1/pEF5/FRT/V5-DEST
Lipofectamine3000 p0G44 Flp-1n293
B C V5
hANO1 hANO1/FIp-1n293
hANO1
@
6x 10* cells/well poly-D-lysine g6wel I
greiner bio-one 24 Membrane potential assay kit Blue
component A Molecular Devices Hank’ s balanced salt solution HBSS;
with 20mM HEPES ,pH7.4 37 5 % CO, 30
cI
FlexStation3 530 nm 565 nm
Soft Max Pro 5.4
(©)) ANO1
1
100 mL 1/00 DMSO HBSS
(DMSO 0.1-0.2 %) hANO1 0.1 puM
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